Assays for in vitro antiprotozoal activity
Antiplasmodial activity was determined by a modification of the 3 [H]-hypoxanthine incorporation assay [1] with the P. falciparum K1 strain (resistant to chloroquine and pyrimethamine), growth according to the method described by Trager and Jensen [2] .
Artesunate (purity 95%, Sigma-Aldrich) was used as positive control.
Briefly, a suspension of infected red blood cells (final parasitemia 0.3% and hematocrit 1.25%)
in RPMI 1640 medium supplemented with 2 M L -glutamine, 5.95 g/L Hepes, 2 g/L NaHCO 3 , and 5% of Albumax II was exposed to serial drug dilutions covering a range from 10 g/mL to 0.156 μg/mL.in 96-well microtiter plates. After 48 h of incubation (4% CO 2 , 3% O 2 , and 93% N 2 at 37°C), 50 L of 3 [H]-hypoxanthine (0.25 M) were added to each well (Costar).
The plates were incubated for further 24 h before being harvested by using a Betaplate cell harvester (Wallac) onto glass-fiber filters and then washed with distilled water. The dried filters were inserted into plastic foils with 10 mL scintillation fluid. The radioactivity was counted with a Betaplate liquid scintillation counter (Wallac) as counts per minute per well at each drug concentration and compared to the untreated controls. Counts were expressed as percentages of the control and presented as sigmoidal inhibition curves. IC 50 values were calculated by linear interpolation.
Antitrypanosomal activity against T. brucei rhodesiense STIB 900 was determined according to [3] . Melarsoprol (Arsorbal, purity 95%, Sanofi-Aventis) was used as positive control.
Minimum essential medium (MEM) with Earle's salts supplemented with 2-mercaptoethanol, as described by Baltz et al. [4] , 1 mM sodium pyruvate, 0.5 mM hypoxanthine, and 15% heatinactivated horse serum was added (50 L) to each well of a 96-well microtiter plate (Costar) except of the negative control. Serial drugs dilutions were prepared covering range from 90 to 0.123 g/mL followed by the parasite suspension of 2000 T. brucei rhodesiense STIB 900 bloodstream forms/well. After 70 hours of incubation (humidified 5% CO 2 atmosphere at 37°C), 10 L resazurin solution (12.5 mg resazurin (Sigma-Aldrich) dissolved in 100 mL of distilled water) were added and incubation was continued for further 2 to 6 h. The plate was read with a Spectramax Gemini XS microplate fluorescence reader (Molecular Devices) with an excitation wavelength of 536 nm and an emission wavelength of 588 nm. Fluorescence development was expressed as percentage of the control and the IC 50 values were determined from the sigmoid curves using Softmax Pro Software (Molecular Devices).
The assay with T. cruzi was performed according to [5] , with some modifications. Rat skeletal myoblast cells (L6-cells) were seeded in 96-well microtiter plates (Costar) at 2000 cell/well/100 L in RPMI 1640 medium supplemented with10% fetal bovine serum (FBS) and 2 mM L -glutamine). After 24 h of incubation (humidified 5% CO 2 atmosphere at 37°C, the medium was replaced by 100 L of fresh medium containing 5000 trypomastigote forms of T. cruzi/well (Tulahuen strain C2C4 containing the -galactosidase (Lac Z) gene). After 48 h, the medium was removed from the wells and replaced by 100 L of fresh medium with the serial drug dilution, covering a range from 90 g/mL to 0.123 g/mL. After 96 h ofincubation
was added to all wells. The plates were read photometrically at 540 nm [5] . Optical density values were expressed as percentages of control, and IC 50 values were calculated from the sigmoid inhibition curve. Benzinidazole (purity 95%, Sigma-Aldrich) was used as positive control.
Leishmanicidal activity was determined with L. donovani (axenic amastigotes) MHOM-ET/67/L82 strain according to [6] , with some modifications. Fifty microlitres of SM medium at pH 5.4 supplemented with 10% heat-inactivated FBS was added to each well of 96-well microtiter plate (Costar). Serial drug dilutions were prepared covering a range from 90 to 0.123 g/mL. Then, 10 5 axenically growth L. donovani amastigotes in 50 L medium, were added to each well and the plate was incubated for 72 h (humidified 5% CO 2 atmosphere at 37°C). Ten microlitres resazurin solution (12.5 mg resazurin (Sigma-Aldrich) dissolved in 100 mL of distilled water) were added to each well and incubated for further 2 to 4 h. The plate was read with a Spectramax Gemini XS microplate fluorescence reader (Molecular Devices) with an excitation wavelength of 536 nm and an emission wavelength of 588 nm.
Fluorescence development was expressed as percentage of the control and the IC 50 values were determined from the sigmoid curves using Softmax Pro Software (Molecular Devices).
Miltefosine (purity 95%, VWR) was used as positive control.
In vitro cytotoxicity assay
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